Enzymatic coupled assay procedures that employ high-performance liquid chromatography: the synthesis of orotidylate from ribose.
High-performance liquid chromatographic assay procedures have been designed to monitor the catalytic activities of ribokinase and phosphoribosyl alpha-1-pyrophosphate (PRibPP) synthetase. These methods are only of qualitative value, when crude protein extracts are to be examined, because of the presence of myokinase. However, the product of the PRibPP synthetase reaction, can be detected quantitatively even in crude protein extracts through the addition of two enzymes (orotate phosphoribosyltransferase and inorganic pyrophosphatase) that catalyze the conversion of PRibPP into a spectroscopically detectable nucleotide product (orotidylate).